Dyslipidaemia is a major contributor to cardiovascular morbidity, which is increased in HIV. Data on dyslipidaemia in Indians with HIV are scant. This study was undertaken to determine the predictors of dyslipidaemia and lipoatrophy in Indians with HIV infection and their relation with body composition parameters.
HIV patients are known to be associated with increased cardiovascular morbidity and mortality 1 . Dyslipidaemia [increased triglycerides, total cholesterol (TC), low-density lipoprotein cholesterol (LDL-C) along with decreased high-density lipoprotein cholesterol (HDL-C)] is known to occur in HIV. Anti-retroviral therapy (ART) has been associated with dyslipidaemia and HIV lipodystrophy in different ethnic groups 1 . HIV lipodystrophy is a spectrum disorder consisting of lipoatrophy, lipohypertrophy and mixed patterns, characterized by peripheral fat atrophy with central fat accumulation. Data on lipoatrophy and its relation with dyslipidaemia in Indians with HIV infection are scant. In a study of 168 patients on ART from Chennai, India, increased levels of TC, LDL-C and low HDL-C were documented in 26, 23 and 23 per cent patients, respectively 2 . The occurrence of lipodystrophy among Indians has been reported to range from 23 to 61 per cent 3, 4 . Heterogeneity in definitions used for the assessment may explain this variance.
The relationship between body composition abnormalities and dyslipidaemia among Indians with HIV infection is not well known. Hence, the aim of this study was to determine the burden and predictors of dyslipidaemia and lipoatrophy in asymptomatic patients with HIV infection with good immune function on ART. This study was also aimed to evaluate the relation of dyslipidaemia and lipoatrophy with alterations in body composition [fat mass (FM), lean mass (LM) and bone mass] in these patients.
Material & Methods
Consecutive ambulatory patients, with serologically documented HIV infection, in stable clinical condition, without any acute, severe illness, attending the ART clinic of Post-Graduate Institute of Medical Education and Research (PGIMER) and Dr. Ram Manohar Lohia (RML) Hospital, New Delhi, during August 2015 to November 2016 were considered. Severely ill patients with multiple comorbid states, which would warrant hospital admission, patients with known endocrinopathies (hypogonadism, hypopituitarism, hypothyroidism and hypocortisolism) were excluded. Patients with a history of hospital admissions in the last two months were also excluded. Patient records were reviewed, and those having clinical data of at least one year follow up were further evaluated. Patients with available CD4 cell counts at diagnosis and at first follow up (6 months after diagnosis) were included. The study protocol was explained to the patients and only those who gave informed written consent were included. The institutional ethics committee of PGIMER and Dr. RML Hospital approved the study protocol.
Data were collected regarding duration of HIV infection and details of ART. Patients underwent detailed clinical assessment, including anthropometry. Lipoatrophy was assessed by consensus between two doctors using a standardized visual grading scale as described by Carr et al 5, 6 . The following grades were defined: Grade 0 -No fat changes; Grade 1 -Possible minor changes, noticeable only on close inspection; Grade 2 -Moderate changes, unequivocally noticeable only to an experienced clinician or a close relative who knows the patient well; Grade 3 -Major changes, readily noticeable to an uninformed observer. Visually obvious lipoatrophy (presence of significant lipoatrophy) was defined as a score of 2 or more 5,6 . Face, arms, legs and buttocks were assessed for loss of subcutaneous fat, resulting in a lean, muscular appearance of limbs and face, abnormally prominent limb veins and loss of gluteal fat pad with reduction in buttock size and loss of gluteal contour. In case of discrepancy in the scores of the two doctors, the lower score was used for analysis to increase the specificity of having lipoatrophy. Patients were called the subsequent day in fasting state for blood sampling. Blood samples (5 ml) were collected in plain and ethylenediaminetetraacetic acid (EDTA) vacutainers (Becton Dickinson, USA). Serum was separated from blood collected in a plain vacutainer and processed immediately for routine biochemical analysis, and one aliquot of serum was stored at −20°C.
Chemiluminescent microparticle immunoassay (VITROS® ECiQ Immunodiagnostic System, Johnson & Johnson, USA) was used for estimation of 25-hydroxyvitamin-D (25OHD) and fasting insulin. Serum 25OHD assay had analytical sensitivity of 19.97 nmol/l, analytical range of 19.97-374.40 nmol/l, intra-and inter-assay coefficient of variation (CV) of 3.4 and 5.5 per cent, respectively. Serum insulin assay had analytical sensitivity: 2 µIU/ml, analytical range of 2-350 µIU/ml; intra-and inter-assay CV of 5.1 and 7.6 per cent, respectively. Serum lipid profile and fasting glucose were tested using clinical chemistry autoanalyzer based on dry chemistry micro-slide technology (VITROS® 350 chemistry system, Johnson & Johnson, USA). CD4 cell count was performed using flow cytometry (Becton Dickinson Immunocytochemistry Systems, USA).
Dual-energy X-ray absorptiometry (DEXA; Discovery Wi Series, Serial Number: 84571; Hologic Inc., Waltham, MA, USA) was used to measure whole-body bone mineral content (BMC) (kg), total body fat (kg), percentage FM (%), FM (kg), LM (kg), trunk FM (kg), limb FM (kg), limb LM (kg), android fat (kg) and gynoid fat (kg). Body composition analyses of soft tissues were performed using the QDR2000 product software, version 7.10A (Hologic, Boston, MA, USA). Quality control procedures were done as per the manufacturer's recommendations. The instrument was calibrated on a daily basis, using phantom provided by manufacturer. Reproducibility of DEXA measurements was derived from the root mean square standard deviation of two repeat measurements 7, 8 . Technique precision for body composition variables was 12.32 g for BMC (0.96% CV), 166.3 g for LM (0.74% CV) and 156.2 g for FM (0.72% CV). The manufacturer's appointed service engineer reviewed the calibration data and did scanner maintenance check to ensure system's performance before at the beginning and at the end of the study.
Immune reconstitution inflammatory syndrome (IRIS) in HIV-infected patients is characterized by clinical deterioration secondary to re-establishment of immunity following ART 1 . It is usually observed in patients with low baseline CD4 count, which increases rapidly following ART initiation. ART has been linked to increased systemic inflammation and autoimmunity [1] [2] [3] . IRIS has been defined as CD4 count >200 cells/µl in patients who previously had CD4 counts <100-200 cells/µl with associated clinical phenotype and systemic inflammation 3, 4 . Hence, patients in our study with baseline CD4 counts <200 cells/µl, which increased to >200 cells/µl at first follow up following ART initiation (6 months) were defined to have immune reconstitution. Raised serum TC, triglycerides, LDL-C were defined as >200 mg/dl, >150 mg/dl and >130 mg/dl, respectively. Low HDL-C was defined as <40 mg/dl in males and <50 mg/dl in females 8 .
In a previous study from India, dyslipidaemia was documented in 26 per cent of HIV patients 2 . Hence, for keeping a power of 80 per cent and type-I error at 5 per cent, the sample size was calculated to be 151 patients for accurate assessment of dyslipidaemia.
Statistical analysis: Normality of the distribution of variables was checked using the Kolmogorov-Smirnov test. Normally distributed variables were expressed as mean±standard deviation. All nonnormally distributed variables were expressed as median (25-75 th percentile). Independent t test and Wilcoxon rank sum test were done for normally distributed and skewed variables, respectively. Chisquare test was used for categorical variables. Binary logistic regression was initially performed with all parameters, which are likely to influence occurrence of hypertriglyceridaemia and hypercholesterolaemia. Parameters with P<0.2 were included in the final model. Statistical Package for the Social Sciences (SPSS) version 20 (Chicago, IL, USA) was used for data analysis.
Results
In this cross-sectional study, a total of 382 consecutive patients with HIV infection were screened, of whom 257 patients (male:female=181:76), who fulfilled all inclusion and exclusion criteria, and gave informed written consent underwent biochemical and DEXA analysis. Sixty five patients were excluded as they were receiving treatment for tuberculosis, 19 patients were on antiviral therapy for hepatitis B, 11 were on antifungal therapy and three patients were on antiviral therapy for hepatitis C. Twenty seven patients had a history of acute febrile illness within the last one month, necessitating use of antibiotics, or had a history of hospital admission within the last one month, hence excluded.
The median age and duration of HIV infection (duration since they were detected to have seropositive HIV infection) among the patients was 37 (32-42) years and 57 (33-101) months, respectively. Eighty patients (31.12%) had history of tuberculosis and 69 patients (26.84%) had history of immune re-constitution. Nine and two patients had hepatitis B and hepatitis C co-infection, respectively. As per the National AIDS Control Organization (NACO) guidelines 2,3 , zidovudine, lamivudine and/or tenofovir were the nucleoside reverse transcriptase inhibitors (NRTIs) received by the patients; nevirapine or efavirenz were non-NRTIs; atazanavir or ritonavir was the protease inhibitors (PI) received by the patients.
Dyslipidaemia was common in patients with
HIV infection with 203 of the 257 patients (78.99%) evaluated in this study having at least one lipid abnormality. The most common lipid abnormality observed was hypertriglyceridaemia (n=121; 47.08%), followed by raised cholesterol (hypercholesterolaemia) (n=100; 38.91%), raised HDL-C (n=99; 38.52%) and
raised LDL-C (n=74; 28.79%). Clinically, significant lipoatrophy was present in 22 patients (8.57%). Hypertension was documented in 19 patients (7.39%) and metabolic syndrome (MetS) (as per NCEP-ATP-III criteria 5, 6 ) was diagnosed in 73 patients (28.40%).
As compared to those with a normal lipid profile, patients with at least one lipid abnormality had significantly higher insulin resistance (IR) (higher HOMA-IR and lower QUICKI) and significantly lower estimated β-cell function (HOMA-β), (Table I) . Analysis of the clinical, metabolic (IR) and body composition parameters as per the quartiles of serum triglycerides revealed that patients in the highest quartile of triglycerides had significantly higher history of immune reconstitution, higher BMI, MetS, fasting blood glucose and IR (HOMA-IR and QUICKI) (Table II) . Patients with hypertriglyceridaemia had the greater increase in CD4 count following initiation of ART (delta CD4 count), viz. a better initial response to ART (Table II ). In spite of having comparable total FM, patients in the highest quartiles of serum triglycerides had a significantly higher trunk FM, PTF, higher TLFR and higher android/gynoid (A/G) ratio. Binary logistic regression analysis revealed that BMI, duration of HIV infection and PTF were the independent predictors of hypertriglyceridaemia in patients with HIV infection (Table III) . Increased disease duration was associated with decreased risk, whereas increased BMI and PTF were associated with increased risk of hypertriglyceridaemia. Every unit increase in PTF was associated with 13 per cent increased risk of hypertriglyceridaemia (Table III) .
Analysis of the clinical, metabolic (IR) and body composition parameters as per the quartiles of serum TC revealed that patients in the highest quartile of TC had significantly higher occurrence of hypertension, MetS, fasting blood glucose, IR (HOMA-IR and QUICKI) and significantly lower estimated β-cell function (HOMA-β) ( Table IV) . Patients with increased TC had the greater increase in CD4 count following initiation of ART (delta CD4 count), viz. lower baseline CD4 count with a better initial response to ART (Table IV) . In spite of having comparable total FM and total body fat per cent, patients in the highest quartiles of serum TC had a significantly higher trunk FM and higher TLFR (Table IV) . Binary logistic regression analysis revealed that PTF was the only significant independent predictor of occurrence of hypercholesterolaemia in patients with HIV infection (Table V) . Every unit increase in PTF was associated with 4.2 per cent increased risk of hypercholesterolaemia (Table V) .
Patients with lipoatrophy had significantly higher occurrence of MetS. TC, LDL-C, fasting glucose, HOMA-IR and A/G were significantly higher in patients with lipodystrophy as compared to those without (Table VI) . Body composition parameters such as FM, LM and bone mass were comparable in HIV patients with lipoatrophy as compared to those without lipoatrophy.
Discussion
In our study dyslipidaemia was observed in 79 per cent of patients, with hypertriglyceridaemia being the most common type (47.08%), followed by hypercholesterolaemia (38.91%). These rates were much higher than that reported in the general Indian population [2] [3] [4] . In a cohort of 16,607 individuals recruited from different parts of India, the Indian Council of Medical Research-India Diabetes (ICMR-INDIAB) study showed that the prevalence of hypertriglyceridaemia and hypercholesterolaemia was 29.5 and 13.9 per cent, respectively 9 . Impact of ART on lipid profile can be highlighted from the observation that the occurrence of hypercholesterolaemia (TC >200 mg/dl) and increased LDL-C (LDL-C >130 mg/dl) increased from 1 to 26 per cent and 3 to 23 per cent, respectively, before and after ART in a group of 168 patients 2 . Hypertriglyceridaemia, hypercholesterolaemia, low HDL-C and MetS have been identified as important therapeutic targets by the National Cholesterol Education Program (NCEP) with regards to cardiovascular morbidity reduction 8, 10 . The NCEP recommends initially targeting therapy to lower triglycerides, in patients with severe hypertriglyceridaemia before turning to LDL-C to further lowering of cardiovascular risk 10 . An important observation of this study was the high occurrence of low HDL-C observed in 38.55 per cent patients. A similar high occurrence of low HDL-C (43%) has been reported from African countries such as South African, Nigeria and Uganda, which is in contrast to reports from highincome countries (America and Europe) 11 . Low HDL and hypertriglyceridaemia have been observed to be promising short-term mortality markers in inpatients In spite of having a comparable total FM, patients with at least one lipid abnormality, hypertriglyceridaemia or hypercholesterolaemia consistently had a higher PTF and TLFR. This highlights that it is the relative increase in visceral adiposity, with a relative paucity of peripheral adiposity that contributes to the genesis of lipid abnormalities in patients with HIV infection. This hypothesis was further supported by the observation that binary logistic regression consistently demonstrated PTF to be the most important independent predictor for both hypertriglyceridaemia and hypercholesterolaemia. A study in African children on ART has similarly demonstrated increased trunk fat with loss of peripheral subcutaneous fat to be associated with hypertriglyceridaemia 14 .
This increased central adiposity and hypercholesterolaemia were associated with increased fasting glucose, IR and decreased beta-cell function, highlighting the adverse impact of abnormal body fat distribution on long-term glycaemic outcomes. Increased visceral adiposity has been linked to increased systemic inflammation [tumour necrosis factor α (TNF α), interleukins (ILs)], decreased glucose transporter expression, decreased activity of gamma receptors activated by peroxisome proliferator that lead to dyslipidaemia, IR, hypertension and atherosclerosis 15 . TNFα 238G/A SNP occurrence has been documented to be two-fold higher in patients with HIV lipodystrophy as compared to those without lipodystrophy 16 . TNF-α 238G/A SNP has previously been linked with increased circulating TNFα levels, increased insulin resistance, dyslipidaemia, and adverse glycaemic outcomes in prediabetes 17 .
Our study showed that HIV patients having a poor immune function at the time of diagnosis of HIV infection, along with a better initial response to ART (viz. low baseline CD4 count with greater improvement in CD4 count following ART initiation), had a higher risk of developing one or more lipid abnormalities later in life. This was supported by the observation of inverse correlation of current lipid parameters with baseline CD4 count and positive correlation with delta CD4 count. A more rapid improvement in immune function following ART initiation may be linked to increased abnormal fat distribution (increased truncal adiposity) later in life, which may contribute to the development of dyslipidaemia. This was in accordance with the observation that patients in the highest quartile of serum triglycerides had significantly higher history of immune reconstitution following ART initiation.
All these observations highlight the poor basal immune function and role of ART in the development of abnormal fat distribution in HIV patients (increased central adiposity with peripheral fat loss). Among the ART medications, PIs and stavudine have been most commonly linked to dyslipidaemia 1, 18 . On regression analysis, none of the specific ART drugs received by the patients was associated with dyslipidaemia. It must be highlighted that none of the patients in our study were on stavudine, and use of PIs was negligible (2.7%). Arpadi et al 19 and a study by the European Pediatric Group of Lipodystrophy 20 also documented significant associations between poorer virological and immunological status at baseline with the occurrence of dyslipidaemia and abnormal body fat distribution later in life. Flint et al 21 have Table I suggested that increased inflammatory response to HIV stimulates homoeostatic response to stress at the cellular level, resulting in adverse impact on adipocytes metabolism, resulting in dyslipidaemia and abnormal body fat distribution.
Lipoatrophy was observed in 8.56 per cent patients in our study. Miller et al 22 have documented lipoatrophy/lipodystrophy in 15-50 per cent of patients with HIV infection. A previous study from India documented lipodystrophy in 46.1 per cent of 306 patients on ART 23 . In this study, the occurrence of lipodystrophy was associated with dyslipidaemia and fasting hyperglycaemia 23 . The large difference in occurrence of lipoatrophy/lipodystrophy in different studies may be explained by ethnic differences, heterogeneity in the profile of patients evaluated and different definitions used for assessment of lipoatrophy/lipodystrophy. In a previous study from south India, the occurrence of lipodystrophy was 60.7 per cent (22.7% with lipohypertrophy, 51.1% with lipoatrophy and 22.7% with mixed pattern) in 145 HIV patients on ART 4 , which was much higher than our study. However, the patients in that study were more sick, had more severe disease with greater immunodeficiency and comorbidities as compared to our study 4 .
Increased duration of ART use has been linked with lipoatrophy 24 . Patients with lipoatrophy in our study had increased dysglycaemia, IR and occurrence of MetS, which was in accordance with previous studies, which linked lipoatrophy with hypertension, diabetes, IR and cardiovascular disease 25, 26 . Lipoatrophy was not a predictor of dyslipidaemia in patients with HIV infection in this study on regression analysis. Serum triglycerides were comparable in patients with lipoatrophy as compared to those without. Only serum TC and LDL-C were elevated in patients with lipoatrophy. Body composition parameters were not altered in patients with lipoatrophy as compared to those without. Several previous studies on children and adult with HIV infection have also not documented any relationship between lipoatrophy and dyslipidaemia 15, 27, 28 . The cause for this apparent lack of link between lipoatrophy and dyslipidaemia in HIV is not known. A few studies have suggested that it is lipodystrophy and not lipoatrophy, which is associated with dyslipidaemia 15, 28 . Lipodystrophy is a spectrum disorder with lipoatrophy and lipohypertrophy being a part of it.
The limitation of this study was that skinfold thickness at different sites of the body and lipohypertrophy were not evaluated. The fact that per cent truck fat was not significantly different in patients with lipoatrophy as compared to those without lipoatrophy might explain its poor clinical utility as a predictor of dyslipidaemia. Strengths of this study include the use of the gold standard DEXA for the assessment of body fat distribution in HIV patients with stable immune function. Another limitations of this study was its cross-sectional nature. Control patients with HIV infection but not on ART were not evaluated. Further, healthy controls were not evaluated in this study. This study was based on data collected from one ART centre and hence needs to be replicated at other centres, before it can be generalized to the entire population of Indians living with HIV.
In conclusion, Indians patients with HIV infection with stable immune function showed high occurrence of dyslipidaemia, which has major public health implications related to long-term risk of atherosclerotic cardiovascular disease. Increased central adiposity (trunk FM) with loss of peripheral adiposity was found to be the most important predictor of dyslipidaemia in patients with HIV infection. Table I 
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